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In the microbiological transformation of steroids, it is desirable to detect rapidly and to recognize directly microorganisms which transform a particular substrate into a desired product. Since, in most cases, the product does not markedly differ from the substrate, no known reagent is specific and sensitive enough to attain this ideal. (pH 7 .0) contained 19-hydroxyandrosta-4, 7-diene-3,17-dione (10 mg/plate in the top agar layer) and was incubated for 48 hr at 25 C. Colony 23 was strongly positive. Colonies 1, 8, 20, and 22 were positive. Colonies 7, 10, and 18 were slightly positive; all others were negative. the tedious and time-consuming transformation in shake flasks. The agar plate method was applied successfully to a variety of A7-19-substituted substrates, such as 19-hydroxy-and 19-acetoxy-androsta-4, 7-diene-3, 17-dione.
Several hundreds of bacteria were screened at the rate of 25 to 75 colonies per plate, and a few species yielded positive results. A modification of the standard procedure is illustrated in Fig. 1 . After incubation, the plate was sampled by means of a cork borer; the discs were transferred to a microscopic slide and sprayed with the reagent. From the intensity of the color developed, it was possible to observe semi-quantitative differences between various treatments (media, temperature, incubation periods). For this purpose, replica plating was used as inoculum. When very dark media had to be used, the top layer consisted of a 1.5% agar suspension containing the substrate and 5% CaCO3 or, preferably, 3% TiO2 (which is completely inert) to insure a lighter background.
For screening fungi, large Petri plates (150 mm) are desirable; fungi sometimes produced aromatic metabolites which yielded false positive results (red color with the reagent), and the thin-layer chromatography technique cleared these uncertainties. The persistent red color produced by equilin, equilenin, and their dihydro derivatives could also be easily distinguished from the color produced by fungal aromatic metabolites which faded out rapidly on standing.
Since the agar plate method is specific for A7-estrogens, it can be extended to the search for microorganisms that yield these compounds from various substrates through diverse reactions.
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